A pale-yellowish bacterium, strain KWS-1 T , was isolated from seawater during a study of the bacterial diversity of the marine environment of the Kanyakumari coastal region of the Bay of Bengal, India, and was studied by using a polyphasic taxonomic approach. Strain KWS-1 T had morphological and chemotaxonomic properties (cell-wall diamino acid, menaquinone and fatty acid profile) consistent with its classification in the genus Brachybacterium. 
The genus Brachybacterium was proposed by Collins et al. (1988) . Species of the genus Brachybacterium have been isolated from different ecological niches such as poultry deep litter (Collins et al., 1988) , Beaufort cheese (Schubert et al., 1996) , medieval wall paintings (Heyrman et al., 2002) , liver of mouse (Buczolits et al., 2003) , oil-contaminated coastal sand (Chou et al., 2007) , roots (Gontia et al., 2011) , salt fermented sea food (Park et al., 2011) and sediment samples (Liu et al., 2014) . According to the list of prokaryotic names with standing in nomenclature (www.bacterio.net/brachybacterium. html) the genus Brachybacterium comprised, at the time of writing, 16 recognized species: Brachybacterium faecium (Collins et al., 1988) , B. nesterenkovii (Gvozdyak et al., 1992) , B. conglomeratum, B. paraconglomeratum, B. rhamnosum (Takeuchi et al., 1995) , B. alimentarium, B. tyrofermentans (Schubert et al., 1996) , B. fresconis, B. sacelli (Heyrman et al., 2002) , B. muris (Buczolits et al., 2003) , B. zhongshanense (Zhang et al., 2007) , B. phenoliresistens (Chou et al., 2007) , B. saurashtrense (Gontia et al., 2011) , B. squillarum (Park et al., 2011) , B. ginsengisoli (Hoang et al., 2014) and B. huguangmaarense (Liu et al., 2014) . In this study, a straw-yellow-pigmented bacterial strain, KWS-1 T , is described based on a polyphasic taxonomic study.
Strain KWS-1 T was isolated from a seawater sample collected from Kovalam, Kanyakumari coastal region of the Indian Ocean, India (8.0914651 N 77.5184862 Colony and cell morphologies of the isolate were studied according to standard protocols (Murray et al., 1994) . Gram staining was performed using a HiMedia kit according to the manufacturer's instructions. Different biochemical and physiological tests of strain KWS-1 T and the reference strains were performed by growing the strains on TSA medium. These tests included growth at different temperatures (10, 12, 15, 20, 25, 30, 35, 37, 42 and 50 C), pH (5.0, 6.0, 7.0, 8.0, 9.0, 10, 11.0 and 12.0 ; using the biological buffers as detailed by Xu et al., 2005) and NaCl concentrations (0, 2, 5, 7, 8, 10, 13, 15 and 20 %, w/v) , catalase activity, citrate utilization (using Simmons' citrate agar) and urea hydrolysis, which were performed as described by Cowan & Steel (1965) . Hydolysis of casein, Tween 80 and starch, gelatin liquefication, indole production, the methyl red test, the Voges-Proskauer test and oxidase activity were assessed as described by Smibert & Krieg (1994) . Nitrate reduction was tested as described by Lanyi (1987) . VITEK 2-GP cards were used in triplicate using 36 h old culture, and incubated at 37 C as per the instructions of the manufacturer (bioM erieux). For anaerobiosis, TSA plates were streaked and placed in an anaerobic jar (MART), which was evacuated and flushed using an Anoxomat unit (MART) with an anaerobic gas mixture consisting of nitrogen (85 %), carbon dioxide (10 %) and hydrogen (5 %). Plates were incubated at 30 C for 5-6 days. Acid production from different carbohydrates was tested on minimal medium (ammonium sulphate 0.2 %, potassium hydrogen phosphate 0.024 %, magnesium sulphate 0.024 %, potassium chloride 0.01 %, yeast extract 0.01 %, bromo cresol purple 0.2 % as acid-base indicator). For the analysis of cellular fatty acids, strain KWS-1 T and other reference strains were grown on TSA medium and harvested after the late logarithmic phase of growth; the Sherlock Microbial Identification System (MIDI) was used for analysis of fatty acid methyl esters as described previously (Sasser, 1990; Pandey et al., 2002) . Freeze-dried cells were prepared for further chemotaxonomic analyses by growing strains in tryptic soy broth for 4 days at 30 C. Standard procedures were used to determine the diagnostic cell-wall amino acid as described by Schleifer & Kandler (1972) . Polar lipids and menaquinones were extracted and analysed by using the methods described by Minnikin et al. (1984) and Kroppenstedt (1982) .
Genomic DNA extraction, amplification and sequencing of 16S rRNA genes and phylogenetic analysis were performed as described previously (Mayilraj et al., 2006) . To determine the phylogenetic relationship of strain KWS-1 T , the 16S rRNA sequence consisting of 1423 bp was compared with those of type strains of species of the genus Brachybacterium and identification of phylogenetic neighbours and the calculation of pairwise 16S rRNA gene sequence similarities were achieved using the EzTaxon server (Kim et al., 2012) , and alignment was done using MEGA version 6.0 (Tamura et al., 2013) . The neighbour-joining, maximum-parsimony and maximum-likelihood algorithms were used for reconstruction of phylogenetic trees. Bootstrap analysis was performed to assess the confidence limits of the branching. DNA-DNA hybridization was performed each time with freshly isolated genomic DNA and was repeated three times by the membrane filter method (Tourova & Antonov, 1987) .
The G+C content of the genomic DNA was determined spectrophotometrically (Lambda 35; Perkin Elmer) using the thermal denaturation method (Mandel & Marmur, 1968) .
Strain KWS-1 T was strictly aerobic and cells were Gram-stainpositive and coccoid. Colonies were circular, pale yellow and 0.4-3.0 mm in diameter on TSA medium. Detailed phenotypic properties that differentiate strain KWS-1 T from closely related species of the genus Brachybacterium are summarized in Table 1 . Strain KWS-1 T differed from its closely related species in being negative for growth at 12 C and in utilization of mannose and maltose. The majority of the chemotaxonomic properties, including fatty acid composition (presented in the species description), were typical of members of the genus Brachybacterium. The major cellular fatty acids were anteiso-C 15 : 0 , anteiso-C 17 : 0 and iso-C 16 : 0 (Table 2 ). The peptidoglycan contained meso-diaminopimelic acid, glutamic acid and glycine (type A4g). The major menaquinone was MK-7 with a minor amount of MK-8. The polar lipid profile consisted of diphosphatidylglycerol, phosphatidylethanolamine, phosphatidylglycerol and phosphatidylserine, along with one unknown phospholipid and two unknown glycolipids; the same pattern was obtained in all the reference strains, namely . Based on the lipid pattern, the description of the genus Brachybacterium needs to be emended (Fig. S1, T and B. conglomeratum NCIB 9859 T in the neighbourjoining tree, and the same pattern was retrieved with the maximum-parsimony and maximum-likelihood algorithms (Fig. 1) (Wayne et al., 1987) . The levels of DNA-DNA relatedness between strain KWS-1 T and other Brachybacterium species were not determined, since it has been shown that organisms with more than 1.4-3 % 16S rRNA gene sequence dissimilarity belong to different genomic species (Stackebrandt & Goebel, 1994; Stackebrandt & Ebers, 2006; Kim et al., 2014) . The DNA G+C content was calculated as 71.8 mol% (mean of three replications), which falls within the defined range (68-73 mol%) accepted for Brachybacterium species (Collins et al., 1988; Takeuchi et al., 1995; Heyrman et al., 2002; Gontia et al., 2011) . On the basis of the polyphasic data presented above, strain KWS-1 T T . All data are from the present study. All taxa are positive for growth at pH 8 and 9, growth with 5 and 7 % (w/v) NaCl, growth at 30 C, methyl red and hydrolysis of starch. All taxa are negative for Voges-Proskauer test, casein hydrolysis and gelatin liquefication. Using VITEK 2-GP cards all taxa are negative for D-amygdalin, 
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Data not in line with the data reported previously: a, Hoang et al. Brachybacterium aquaticum sp. nov. ) (X91034) was used as an out group. Bootstrap values (expressed as percentages of 100 replications) of greater than 70 % are given at the nodes. Filled circles indicate that the corresponding nodes were also recovered in the trees generated with the maximum-parsimony and maximum-likelihood algorithms. Bar, 0.5 % sequence variation.
should be placed in the genus Brachybacterium within a novel species, for which we propose the name Brachybacterium aquaticum sp. nov.
Description of Brachybacterium aquaticum sp. nov.
Brachybacterium aquaticum (a.qua¢ti.cum. L. neut. adj. aquaticum living in water, referring to the isolation of the type strain from water).
Cells are aerobic, Gram-stain-positive, coccobacilli and colonies are straw-yellow-pigmented, circular, convex and smooth. Catalase-positive and oxidase-negative. Negative for H 2 S, indole and urease production, methyl red test, VogesProskauer test, ONPG hydrolysis and oxidation-fermentation test. No growth occurs on MacConkey agar or Simmons' citrate agar. Growth occurs at temperatures in the range 20-37 C (optimum temperature, 30 C), at pH 7.0-11.0 (optimum, pH 8.0) and at NaCl concentrations up to 8 % (w/v). Nitrate is not reduced to nitrite. Enzyme activity and production of acid from carbohydrates under aerobic conditions are shown in Table 1 . Negative for hydrolysiss of casein and gelatin. In tests using VITEK 2-GP cards, negative for D-amygdalin, phosphatidylinositol phospholipase C, D-xylose, Ala-PhePro arylamidase, cyclodextrin, L-aspartate arylamidase, amannosidase, phosphatase, D-sorbitol, polymixin B resistance, D-galactose, D-ribose, lactose, N-acetyl-D-glucosamine, maltose, bacitracin resistance, novobiocin resistance, D-mannitol, D-mannose, methyl b-D-glucopyranoside, pullulan, raffinose, O/129 resistance (comp.vibrio.), salicin, sucrose, trehalose and optochin resistance, but positive for arginine dihydrolase 1, L-proline arylamidase, tyrosine arylamidase, urease, L-lactate alkalinization and arginine dihydrolase 2. The cell wall contains meso-diaminopimelic acid as the diagnostic diamino acid. The predominant polar lipids are diphosphatidylglycerol, phosphatidylethanolamine, phosphatidylglycerol and phosphatidylserine, along with two unknown phospholipids and one unknown glycolipid. The major isoprenoid quinone is MK-7. The major cellular fatty acids are anteiso-C 15 : 0 , anteiso-C 17 : 0 and iso-C 16 : 0 . 
